).
ChsH2
C is a member of the DUF35/DUF35_N family. SSO2064 is a representative of the DUF35/DUF35_N family for which a structure has been solved (PDB code:3irb). The DUF35/DUF35_N motif is hypothesized to bind and deliver acyl-CoA moieties in acyl-CoAutilization processes. 1,2 This proposal is consistent with the formation of propionyl-CoA as the end product of β-oxidation of 3-OPC-CoA. It is possible that propionyl-CoA binding to ChsH1-ChsH2 may serve a regulatory function. ChsH2 N ends with a long and flexible loop, which would be followed by ChsH2 C . The high flexibility of the ChsH2 C domain is proposed to deliver generated propionyl-CoAs to other enzymes, for example, enzymes that function in fatty acid biosynthetic pathways. There is a distinctive groove with a hydrophobic and negative potential in Fig. 6a ). However, upon addition of 20 mM or even 2.5 mM cadmium, ChsH1-ChsH2 lost almost all catalytic activity with octenoylCoA. The catalytic activity was recovered upon addition of EDTA and cadmium ions simultaneously ( Supplementary Fig. 6a ), thereby demonstrating that the metal ions from the crystallization inhibit the activity of ChsH1-ChsH2 by blocking the hydration of the substrate. In addition, calcium and cobalt ions from the crystallization process inhibit ChsH1-ChsH2 catalytic activity to some extent at 20 mM. However, no inhibition was observed at 2.5 mM. 
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